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TITLE 

CHEMOiaNE INHIBITOR 

RArKr.RniiND of thf invkntion 
10 Chemokines are a family of relatively small proteins that have been implicated as 

mediaton of acute and chronic inflammation. Roles in other immunorcgulatory processes 
have been reported for certain chemokines as well. 

One branch of the chemokine family is characterized by the presence of an amino 
acid between the first two of four conserved cysteines, whereas a second branch lacks any 
15 amino acid between those two cysteine residues. The first branch has been designated the 
C-X-C branch or a subfamily, and the second is known as the C-C branch or p subfamily 
(Michiel. Bio/Technology 1 1:739, June 1993). 

Chemokines have chenaotactic properties, attracting certain cells of the immune 
system to sites of tissue injury and infection. Most of the a subfamily members attract and 
20 activate neutrophils, whereas p subfamily members attract monocytes. Certain p subfamily 
members additionally have been reported to recruit basophils, eosinophils or lymphocytes. 

The roles chemokines play in various disorders is discussed in Baggiolini ct al. 
(Advances in Immunology 55:97- 179. 1994). Among the disorders believed to be 
mediated or exacerbated by one or more chemokines are inflammatory conditions of the 
25 lung (including inflammation associated wiUi allergy or asthma) and skin (e.g., psoriasis). 
High levels of certain chemokines have been detected in die synovial fluid of inflamed 
joints in rheumatoid arthritis and osteoarthritis patients. 

The chemokine macrophage inflammatory protein-la (MIP-lo) suppresses 
hematopoietic stem ceU proliferation, which has been suggested to contribute to anemia in 
30 malaria patients (Burgmann et al.. Clinical Immunology and Immunopathology 76:32-36. 
1995). The proinflammatory action of Interleukin-8 (IL-8) may play a role in deleterious 
host responses to sepsis (Marty et al.. Crit. Care Med. 22:673-679. 1994). The possibility 
that monocyte chemoattiactant protein- 1 (MCP-1) and other C-C chemokines are involved 
in cardiovascular disease, through recruitment of monocytes into atherosclerotic areas, has 
35 been die subject of several studies (Baggiolini et al., supra, at page 146). 

Inhibitors of chemokines would be useful in treating the disorders discussed above. 
A compound that inhibits more tiian one chemokine would be an especially desirable 
therapeutic agent. 
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SUMMARY OF THE INVENTION 

The present invention provides a protein designated p35 that is capable of binding 
to chemotdnes. A method for treating a disorder mediated by a chemokine involves 
administ^ng an effective amount of p35 to a mammal afflicted with such a disorder. 
5 Isolated DNA sequences encoding p35 are also provided herein, along with 

expression vectors comprising the p35 DNA. Methods for producing recombinant p35 
polypeptides involve culturing host cells containing the expression vectors under conditions 
apprc^riate for expression of p35, and recovering the expressed p35 from the cell culture. 
Certain embodiments of the invention arc directed to p35 DNA derived from cowpox virus, 
10 the p3S protein encoded thereby, and uses thereof. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 presents the results of the binding assay described in example 3, The 
assay tested the ability of a p35/Fc fusion protein to bind to a number of different 
IS chemokines. The + symbol indicates that binding was detected. 

DETAILED DRSCRTPTFON OF THR INYRNTION 

The ability of a protein designated p35 to bind multiple chemoicines is disclosed 
herein. The present invention provides a method for inhibiting a biological activity of a 

20 chenK)kine by contacting the chemokine with a p35 polypeptide. A disorder mediated by a 
chemokine is treated by administering an effective amount of p3S to a mammal afflicted 
with such a disorder. 

The present invention provides purified p35 polypeptides and pharmaceutical 
compositions containing such polypeptides. Isolated DNA sequences encoding p3S are 

25 provided herein, along with expression vectors comprising the p3S DNA. Methods for 
producing recombinant p35 polypeptides involve culturing host cells containing the 
expression vectors under conditions appropriate for expression of p35, and recovering the 
expressed p3S from the cell culture. Certain embodiments of the invention are directed to 
p3S DNA and polypeptides, and uses thereof. 

30 A DNA and encoded amino acid sequence for cowpox p35 is presented in SEQ ID 

NO:l and SEQ ID NO:2, respectively. Another p3S protein suitable for use in the present 
invention is encoded by an open reading frame in the genome of the Lister strain of vaccinia 
virus. DNA and amino acid sequences for this vaccinia virus p3S protein are presented in 
Pate! et al. (/. Gen. Virol 71:2013-2021, 1990; hereby incorporated by reference; note 

35 Figure 4). Nucleotide and encoded amino acid sequences disclosed by Patel et al., supra, 
for p35 are also presented herein in SEQ ID NO: 3 and SEQ ID NO:4, respectively. The 
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cowpox p35 amino acid sequence in SEQ ID NO:2 is 86% identical to the vaccinia virus 

p35 amino acid sequence presented in SEQ ED NO:4, 

Another suitable p35 protein is encoded by an open reading frame in the genome of 

the variola (smallpox) virus. A DNA sequence encoding this variola p35 protein is 
5 presented in SEQ ID NO:5, The amino acid sequence (shown in SEQ ID N0:6) is 82% 

identical to that of the cowpox p35 of SEQ ID N0:2, and 95% identical to diat of Ae 

vaccinia p35 of SEQ ED NO:4, 

The p3S proteins that may be employed in the methods disclosed herein include a 

genus of polypeptides that are substantially homologous to die p35 proteins of SEQ ID 
10 NOS:2, 4, or 6, and which exhibit the desired chemoldnc-binding property. The amino 

acid sequence of such p35 polypeptides preferably is at least 80%, most preferably at least 

90%, identical to the sequence of SEQ ID N0:2 or SEQ ID N0:4 or SEQ ID N0:6. p35 

polypeptides provided herein include, but are not limited to, fragments and variants of the 

native p35 proteins of SEQ ID NOS:2, 4, and 6. Such analogs are discussed in more detail 
15 below. 

Homologs of certain viral proteins have been isolated from mammalian cell sources. 
Thus, the present invention encompasses homologs of the viral p35 proteins, wherein the 
homologs arc derived from higher organisms, including mammalian cells. Cowpox p35 
DNA may be radiolabeled and used as a probe in cross-species hybridization procedures, to 

20 detect p35 DNAs in the genomes of other virus strains, or in nucleic acids derived ftt)m 
cells of higher organisms. 

The above-described p35 proteins are secreted proteins. A hydrophobic region at 
the N-tcnninus of the protein is believed to function as a signal peptide. The first 17 amino 
acids of vaccinia virus Lister strain p35 (numbered -17 through -1 in SEQ ID N0:4) have 

25 been predicted to constitute a signal sequence (Patel et al-, supraX as have the first 16 
amino acids of cowpox p35 and variola p35 (numbered -16 through -1 in SEQ ID N0:2 
and SEQ ID NO:6, respectively). Thus, mature p35 proteins include tiiose comprising 
amino acids 1 to 230 of SEQ ID N0:2, amino acids 1 to 241 of SEQ ID NO:4. and amino 
acids 1 to 236 of SEQ ID NO:6. 

30 An alignment of amino add sequences of several p35 proteins is presented in 

Martinez-Pomarcs et al. (Virology 206:591, 1995; see figure 3), along with a consensus 
sequence for orthopoxvirus p35 proteins. One of the sequences in the alignment 
corresponds to an open reading frame in the Copenhagan strain of vaccinia virus (VV- 
Ctopenhagan). This VV-Copenhagan sequence is Met-His-Val- followed by residues 

35 identical to amino acids 1 to 241 of SEQ ID N0:4. The W-Copenhagan p35 protein thus 
lacks the signal peptide of the vaccinia vims Lister strain p35 of SEQ ID N0:4, but 
contains the residues corresponding to the manire protein of SEQ ID NO:4. 
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Regarding the foregoing discussion of signal peptides and mature p35 protein, the 
skilled artisan will recognize that the above-described boundaries of such regions of the 
protein are approximate. For example, although computer programs that predict the site of 
cleavage of a signal peptide arc available, cleavage can occur at sites other than those 
5 predicted. Further, it is recognized that a protein preparation can comprise a mixture of 
protein nrolecules having different N-terminal amino acids, due to cleavage of the signal 
peptide at more than one site. In addition, post-translational processing can vary according 
to the particular expression system employed Thus, the or C-terminal amino acid of a 
mature recombinant protein may vary accOTding to the type of host cells in which the 
10 protein was expressed, for example. 

Non-recombinant p35 may be purified from the culture supernatant of cells infected 
with p35-encoding viruses, as described below. Expression and purification of 
recombinant p35 is also discussed further below. 

The ability of p35 to bind the following chemokines is reported in example 3 and 
15 Figure 1: 

MCP-1 
MCP-3 
RANTES 
Eotaxin 

20 MlP-la 

MIP-lp 
CIO 

These chemokines are members of the C-C branch 0 subfamily) of chemddnes. 
25 The ability of p35 to bind to so many different chemokines is an advantageous property. 
When inflammation or another condition is mediated by more than one of these 
chemokines, the condition can be treated by administering p35 alone. 

Additional chemokines that bind to p35 can be identified using conventional binding 
assay procedures. As one alternative, a p35 or p35/Fc protein can be immobilized on the 
30 chip of a biosensor unit. Binding of a chemokine to the invnobilized p35 then can be tested 
as described in example 3. 

A list of chemokines, the amino acid sequences thereof, and citations describing 
these proteins in more detail, are presented in Michiel, {Bio/Technology 1 1:739, June 
1993), hereby incorporated by reference. Baggiolini et al. (Advances in Immunology 
35 55:97-179, 1994), hereby incorporated by reference, describes a number of chenK>kines, 
including sources, activities, and structural features thereof. A number of chemokine 
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proteins are commercially available, e.g., from Chemicon International, Inc., Temecula, 
CA; PeproTech, Inc., Rocky Hill, NJ; and Genzyme Diagnostics, Cambridge, MA. 

Diffment chemokines exert a chemotactic effea on more than one cell type. Most 
C-X-C subfamily members attract and activate neutrophils, whereas C-C subfamily 
5 members attract monocytes but generally have no chemotactic effea on neutrc^hils. 
Certain C-C subfamily members additionally have been reported to recruit basophils, 
eosinophils or lymphocytes. 

A number of chemokine receptors have been identified (reviewed in Baggiolini et 
al., supra, see pages 122-142). One notable structural feature of these receptors is that they 

10 contain seven transmembrane domains. 

Chemokine-binding fragments of p35 polypeptides may be employed in the present 
invention. The ability of a p35 fragment to bind chemokines can be confirmed using a 
binding assay such as that described in example 3. p35 fragments may be prepared by any 
of a number of conventional techniques. A desired DNA sequence may be chemically 

15 synthesized, for example. DNA fragments also may be produced by restriction 
endonuclease digestion of a full length cloned DNA sequence, and isolated by 
electrophoresis on agarose gels. Linkers containing restriction endonuclease cleavage 
site(s) may be employed to insert the desired DNA fragment into an expression vector, or 
the fragment may be digested at cleavage sites naturally present therein. The well known 

20 polymerase chain reaction (PGR) procedure also may be employed to isolate a DNA 

sequence encoding a desired protein fragment Oligonucleotides that define the termini of 
the desired fragment arc employed as 5' and 3* primers in such a PCR procedure. As a 
further alternative, known mutagenesis techniques may be employed to insen a stop codon 
at a desired point, e.g., immediately downstream of the codon for the last amino acid of a 

25 desired fragment 

The present invention provides purified p35 polypeptides, both recombinant and 
ncKi-rccombinant Variants and derivatives of native p35 proteins that retain the desired 
biological activity (e.g., the ability to bind at least one chemokine) are also within the scope 
of the present invention. p35 variants may be obtained by mutations of nucleotide 

30 sequences coding for native p35 polypeptides, for example. A p35 variant, as referred to 
herein, is a polypeptide substantially homologous to a native p35, but which has an amino 
acid sequence different from that of a native p35 because of one or more deletions, 
insertions or substitutions. 

The variant amino acid sequence preferably is at least 80% identical, most 

35 preferably at least 90% identical to a native p35 amino acid sequence (such as the sequence 
of SEQ ID NO:2, 4, or 6. Variant DNA sequences provided herein are preferably at least 
80% identical, most preferably at least 90% identical to a native p35 DNA sequence (such 
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as the sequence of SEQ ID NO: 1, 3, or 5). In one embodiment of the present invention, 
p35 DNA and amino acid sequences arc at least 80% identical (preferably at least 90% 
identical) to the DNA sequence of SEQ ID NO: 1 or the amino acid sequence presented in 
SEQ ID NO:2. In other embodiments of the invention, the amino acid sequence of the p35 
5 protein is at least 95%, at least 96%, at least 97%, at least 98%, or at least 99% identical to 
the amino acid sequence presented in SEQ ID N0:2, SEQ ED N0:4, or SEQ ID N0:6. 

The percent identity of DNA or amino acid sequences may be determined, for 
example, by comparing sequence information using a suitable COTiputcr program. One 
example is die GAP computer program, version 6.0, described by Devercux et al. (Nucl. 
10 Acids Res. 12:387, 1984) and available from die University of Wisconsin Genetics 
Computer Group (UWGCG). The GAP program utilizes the alignment method of 
Needleman and Wunsch (7. Mol. Biol. 48:443, 1970), as revised by Smith and Wateiman 
{Adv. Appl. Math 2:482. 1981). The preferred default parameters for die GAP program 
include: (1) a unary con^arison matrix (containing a value of 1 for identities and 0 for 
15 non-identities) for nucleotides, and Uie weighted comparison matrix of Gribskov and 
Burgess, Nucl. Acids Res. 14:6745, 1986, as described by Schwartz and Dayhoff, eds.. 
Atlas of Protein Sequence and Structure, National Bicxnedical Research Foundation, pp. 
353-358, 1979; (2) a penalty of 3.0 for each g:^ and an additional 0.10 penalQr for each 
symbol in each gap; and (3) no penalty for end gaps. 
20 Alterations of the native amino acid sequence may be acconq)lished by any of a 

number of known techniques. Mutations can be introduced at particular loci by 
synthesizing digonucleotides containing a mutant sequence, flanked by restriction sites 
enabling ligation to fragments of the native sequence. Following ligation, the resulting 
reccmstructed sequoice encodes an analog having the desired amino acid insertion, 
25 substitution, or deletion. 

Alternatively, oligonucleotide-dircctcd site-specific mutagenesis procedures can be 
employed to provide an altered gene having particular codons altered actxnding to the 
substitution, deletion, or insertion required. Mediods of making die alterations set forth 
above are disclosed by Walder et al. (Gene 42:133. 1986); Bauer et al. (Gene 37:73. 
30 1985); Craik (BioTechniques, January 1985, 12-19); Snuth et al. {Genetic Engineering: 
Principles and Methods, Plenum Press, 1981); Kunkel (Proc. Natl. Acad. Sci. USA 
82:488, 1985); Kunkel et al. (Methods in Enzyntol. 154:367, 1987); and U.S. Patent Nos. 
4.518,584 and 4,737.462. 

Variants may comprise conservatively substituted sequences, meaning that a given 
35 amino acid residue is replaced by a residue having similar physiochanical characteristics. 
Examples of conservative substitutions include substitution of one aliphatic residue for 
another, such as He, Val, Leu, or Ala for one another, or substitutions of one polar residue 
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for another, such as between Lys and Arg; Glu and Asp; or Gin and Asn. Other such 
conservative substitutions, for example, substinirions of entire regions having similar 
hydrophobicity characteristics, are well known. Conservatively substituted p35 
polypeptides encompassed by the present invention are those that retain the ability to bind 

5 chemokines. Certain embodiments of p35 proteins contain from one to ten conservative 
amino acid substitutions. One embodiment of the present invmtion is directed to a p3S 
poiypq>tide comprising conservative substitution(s) in the amino acid sequence presented 
in SEQ ID NO:2, wherein die conservatively substinited polypeptide exhibits a biological 
activity that is essentially equivalent to that of the native protein of SEQ ID N0:2, 

10 p35 also may be modified to create derivatives by forming covalent or aggregative 

conjugates witii other chemical moieties, such as glycosyl groups, lipids, phosphate, acetyl 
groups and the like. Covalent derivatives of p35 may be prepared by linking the chemical 
nooieties to functional groups on p35 amino acid side chains or at the N-terminus or C- 
terminus of a p35 polypeptide. Otiier derivatives of p35 within the scope of this invention 

15 include covalent or aggregative conjugates of p35 or its fragments with other proteins or 
polypeptides, such as by synthesis in recombinant culture as N-ternunal or C-terminal 
fusions. 

A p35 protein may be treated or derivatizcd to reduce the immunogenicity and 
antigenicity thereof. Such modification may be desirable if p35 is to be administered 

20 repeatedly to an individual, e.g., to treat a chronic condition. One approach involves 

attaching the polymer polyethylene glycol (PEG) to a p35 protein. Chemical modification 
with PEG has reduced the inununogenicity or antigenicity of a number of proteins (See 
Katre, N., J. Immunol 144:209, 1990; and Delgado et al.. Critical Reviews in Therapeutic 
Drug Carrier Systems, 9:249, 1992.) Modification with PEG has also been reported to 

25 increase die serum half-life and solubility of certain proteins. PEG may be covalendy 
linked to lysine residues, to carbohydrate moieties on glycosylated proteins, or selectively 
to the N-terminus of proteins, for example. Modified p35 proteins can be tested in a 
suitable binding assay to confirm that the desired chemokine-binding property is retained. 
Fragmwits of p35 may be less immunogenic than the corresponding fiiU length 

30 proteins. The glycosylation pattern may affect the immunogenicity of a protein. As 

discussed above, glycosylation of recombinant proteins may be altered through the choice 
of host cells, 

p35 polypeptide fusions can comprise peptides added to facilitate purification and 
identification of p35. Such peptides include, for example, poly-His or the antigenic 
35 identification peptides described in U.S. Patent No. 5,01 1,912 and in Hopp et al., 

Bio/Technology 6:1204, 1988. One such peptide is the FLAG® peptide, Asp-Tyr-Lys- 
Asp-Asp-Asp- Asp-Lys (DYKDDDDK) (SEQ ID N0:7), which is highly antigenic and 
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provides an epitope reversibly bound by a specific monoclonal antibody enabling rapid 
assay and facile purification of expressed recombinant protein. This sequence is also 
specifically cleaved by bovine mucosal enterokinase at the residue immediately following 
the Asp-Lys pairing. Fusion proteins capped with this peptide may also be resistant to 

S intracellular degradation in £. colL A murine hybridoma designated 4E1 1 produces a 
monoclonal antibody that binds the pq}tide DYKDDDDK (SEQ ID NO:7) in the presence 
of certain divalent metal cations (as described in U.S. Patent 5,01 1,912) and has been 
deposited with the American Type Culture Collection under accession no HB 9259. 

The present invention further includes p35 polypeptides with or without associated 

10 native-pattern glycosylarion. p35 expressed in yeast or mammalian expression systems 
(e.g., CX)S-7 cells) may be similar to or significandy different from a native p35 
polypeptide in molecular weight and glycosylarion pattern, depending upon the choice of 
expression system. Expression of p35 polypeptides in bacterial expression systems, such 
as E. coli, provides non-glycosylated molecules. 

15 DNA constructs that encode various additions or substitutions of amino acid 

residues or sequences, or deletions of terminal or internal residues or sequences not needed 
for biological activity or binding can be prepared For example, N-glycosylation sites in 
the p35 extracellular domain can be modified to preclude glycosylation, allowing 
expression of a more homogeneous, reduced carbohydrate analog in mammalian and yeast 

20 expression systems. N-glycosylation sites in eukaryotic polypeptides arc characterized by 
an amino acid triplet Asn-X- Y, wherein X is any amino acid except Pro and Y is Ser or 
Thr. The p35 protein of SEQ ID N0:2 comprises one such triplet, at amino acids 156 - 
158. The p35 protein of SEQ ID N0:4 contains an N-glycosylation site at amino acids 
167-169; in the p35 protein of SEQ ID N0:6, amino acids 162-164 constitute an N- 

25 glycosylation site. Appropriate modifications to the nucleotide sequence encoding this 
triplet will result in substitutions, additions or deletions that prevent attachment of 
caxix>hydrate residues at the Asn side chain. Alteration of a single nucleotide, chosen so 
that Asn is replaced by a different amino acid, for example, is sufficient to inactivate an N- 
glycosylarion site. Known procedures for inactivating N-glycosylation sites in proteins 

30 include those described in U.S, Patent 5,071.972 and EP 276.846. hereby incorporated by 
reference. 

In another example, codons for Cys residues that are not essential for biological 
activity can be altered to cause the Cys residues to be deleted or replaced with other amino 
acids. Formation of incorrect intramolecular disulfide bridges upon renamration is thus 
35 prevented. 

The present invention provides both non-naturally occurring and naturally occurring 
biologically active p35 variants. Examples of naturally occuning variants are proteins that 
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result from proteolytic cleavage of the p35 protein, wherein the chcmokine-binding 
property is retained. Variations attributable to proteolysis include, for example, differences 
in the N- or C-teraiini upon expression in different types of host cells, due to proteolytic 
removal of one or more terminal amino acids from the p35 protein (generally from 1-5 

5 temiinal amino acids). Naturally occurring variations in the DNA sequence may include 
silent mutations, for example, or deletions that do not result in a shift in the reading frame. 
Due to the known degenoacy of the genetic code wherein more than one codon can 
encode the same amino acid, a DNA sequence may vary from that presented in SEQ ID 
NO: 1, and still encode a p35 protein having die amino acid sequence of SEQ ID N0:2. 

10 Such variant DNA sequences may result from silent mutations (e.g., occurring during PGR 
amplification), and may be die product of deliberate mutagenesis of a native sequence. 

Particular embodiments of p35-encoding DNAs are isolated DNAs comprising 
nucleotides 1 8 to 758 or 66 to 758 of SEQ ID NO: 1 . The DNA that comprises nucleotides 
1 8 to 758 of SEQ ED NO: 1 encodes a cowpox p35 protein that includes the native signal 

15 peptide, whereas a DNA having the sequence of nucleotides 66 to 758 encodes the mature 
form of the protein. The present invention provides isolated DNAs encoding a p35 protein 
comprising the amino acid sequence of residues -16 to 230 or 1 to 230 of SEQ ID N0:2. 
Also provided herein are isolated DNAs comprising nucleotides 1 to 777 or 52 to 777 of 
SEQ ID NO:3, as well as isolated DNAs comprising nucleotides 1 to 762 or 49 to 762 of 

20 SEQIDNO:5. 

Disclosed herein arc isolated DNA sequences encoding biologically active p35, 
selected from: (a) the nucleotide sequence presented in SEQ ID NOS:l, 3, or 5; (b) DNA 
capable of hybridization to a nucleotide sequence of (a) under moderately or severely 
stringent conditions and which encodes a biologically active p35; and (c) DNA which is 

25 degenerate as a result of the genetic code to the nucleotide sequence defined in (a) or (b). 
The p35 proteins encoded by such DNA sequences are encompassed by the present 
invention. 

Nucleic acid sequences disclosed herein include isolated DNA and RNA sequences 
that hybridize to native p35 nucleotide sequences under conditions of moderate or sevare 

30 stringency, and which encode biologically active p35. For use in the therapeutic methods 
of the present invention, the desired biological activity of the encoded p35 is tiie ability to 
bind chemokines. Moderately stringent hybridization conditions refer to conditions 
described in, for example, Sambrook et al. Molecular Cloning: A Laboratory Manual, 2 
ed. Vol. 1. pp. 1.101-104, Cold Spring Harbor Laboratory Press, (1989). Conditions of 

35 moderate stringency, as defined by Sambrook et al., include use of a prewashing solution 
of 5 X SSC, 0.5% SDS, 1.0 mM EDTA (pH 8.0) and hybridization at about 55X, 5 X 
SSC, overnight, followed by washing at 50-55*C in 2 X SSC, 0.1% SDS. Conditions of 
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severe stringency include higher temperatures of hybridization and washing. The skilled 
artisan will recognize that the temperature and wash solution salt concentration may be 
adjusted as necessary according to factors such as the length of the probe. Examples of 
p35-encoding DNA sequences include those that will hybridize to the nucleotide sequence 
5 of SEQ ID NOS: 1 , 3, or 5, under severely stringent conditions that include hybridization at 
68*C followed by washing in 0.1 X SSC/0.1% SDS at 63-68'C. 

Examples of p35 proteins encoded by DNA that varies from the native DNA 
sequence of SEQ ID NOS: 1, 3, or 5, wherein the variant DNA will hybridize to the native 
DNA sequence under moderately or severely stringent conditions, include, but arc not 

10 limited to, p35 fragments and p35 proteins comprising inactivated N-glycosylation site(s), 
or conservative amino acid substitution(s), as described above. P35 proteins encoded by 
DNA derived from organisms other than cowpox virus, wherein the DNA will hybridize to 
the DNA of SEQ ID NO: 1 , are also encompassed. 

Variants possessing the requisite ability to bind chemokines may be identified by 

15 any suitable assay. A biosensor unit may be employed, as described in example 2. 

Alternatively, biological activity of a p35 variant may be determined by competition with a 
native p35 (e.g., the p35 of SEQ ID N0:2) for binding to a given chemokine (i.e. 
competitive binding assays). One type of a competitive binding assay employs a p35/Fc 
fusion protein bound to a solid phase through the interaction of the Fc moiety with Protein 

20 A or Protein G affixed to the solid phase. The ability of a p35 variant to inhibit binding of 
a labeled chemokine to the immobilized p35/Fc is analyzed by conventional techniques. 
Variants capable of binding at least one kind of chemokine find use, e.g., for binding that 
chemokine or treating a disease mediated by the chemcddne. 

p35 polypeptides may be employed as reagents in vitro assays. One example 

25 involves the use of p35 in screening assays to detect or isolate chemokines in a biological 
sample or cell culture. 

Expression svstems 

The present invention provides recombinant expression vectors for expression of 
30 p3S, and host cells transformed with the expression vectors. Any suitable expression 
system may be employed. The vectors include a p3S DNA sequence pperably linked to 
suitable transcriptional or translational regulatory nucleotide sequences, such as those 
derived from a mammalian, microbial, viral, or insect gene. Examples of regulatory 
sequences include transcriptional promoters, operators, or enhancers, an mRNA ribosomal 
35 binding site, and appropriate sequences which control transcription and translation initiation 
and termination. Nucleotide sequences are operably linked when the regulatory sequence 
functionally relates to the p35 DNA sequence. Thus, a promoter nucleotide sequence is 



10 



wo 97/11714 



PCTAJS96/15385 



opexBbly linked to a p35 DNA sequence if the promoter nucleotide sequence controls the 
transcription of the p35 DNA sequence. The ability to replicate in the desired host cells, 
usually conferred by an origin of replication, and a selection gene by which transformants 
are identified, oiay additionally be incorp^ated into the expression vector. 
5 If desired, the native signal sequence oiay be replaced with a heterologous signal 

sequence. A signal pepdde that promotes higher levels of secretion fix)m a particular type 
of host cells than does the native signal peptide may be chosen, for exan^le. A DNA 
sequence encoding the heterologous signal peptide (secretory leader) is fused in frame to 
the p3S sequence so that the p35 is initially translated as a fusion protein comprising the 
10 signal peptide. The signal peptide is cleaved from die p3S polypeptide upon secretion of 
p35 from the cell. 

Suitable host cells for expression of p35 polypeptides include prokaryotes, yeast or 
higher eukaiyotic cells. Appropriate cloning and expression vectors for use with bacterial, 
fungal, yeast, and mammalian cellular hosts are described, for example, in Pouwels et al. 

15 Cloning Vectors: A Laboratory Manual, Elsevier, New York, (1985). Cell-free 
translation systems could also be employed to produce p35 polypeptides using RNAs 
derived from DNA constructs disclosed herein. 

Prokaryotes include gram negative or gram positive organisms, for example, £. coli 
or Bacilli. Suitable prokaryotic host cells for transformation include, for example, E. coli, 

20 Bacillus subtilis, Salmonella typhimurium, and various other species within the genera 
Pseudomonas, Streptomyces, and Staphylococcus. In a prokaryotic host cell, such as £. 
coliy an p35 polypeptide may include an N-terminal methionine residue to facilitate 
expression of the recombinant polypeptide in the prokaryotic host cell. The N-terminal Met 
may be cleaved from the expressed recombinant p35 polypeptide. 

25 Expression vectors for use in prokaryotic host cells generally comprise one or more 

phenotypic selectable marker genes. A phcnotypic selectable marker gene is, for example, 
a gene encoding a protein that confers antibiotic resistance or that supplies an autotrophic 
requirement. Examples of useful expression vectors for prokaryotic host cells include 
tiiose derived from commercially available plasmids such as the cloning vector pBR322 

30 (ATCC 37017). pBR322 contains genes for ampicillin and tetracycline resistance and thus 
provides simple means for identifying transformed cells. An appropriate promoter and a 
p35 DNA sequence are inserted into the pBR322 veaor. Otiier commerciaUy available 
vectors include, for example, pKK223-3 (Pharmacia Fine Chemicals, Uppsala, Sweden) 
and pGEMl (Promega Biotec, Madison. WI, USA). 

35 Promoter sequences commonly used for recombinant prokaryotic host cell 

expression vectors include p-lactamase (penicillinase), lactose promoter system (Chang ei 
al., Nature 275:615, 1978; and Goeddel et al., Nature 2«i:544, 1979), tryptophan (trp) 
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promoter system (Goeddel et al., NucL Acids Res. 5:4057, 1980; and EP-A-36776) and 
tac promoter (Maniatis, Molecular Cloning: A Laboratory Manual, Cold Spring Harbor 
Laboratory, p. 412, 1982). A particularly useful prokaryotic host cell expression system 
employs a phage X Pl promoter and a cI857ts thermolabile repressor sequence. Plasmid 

5 vectors available from the American Type Culture Collection which incorporate derivatives 
of the X Pl promoter include plasmid pHUB2 (resident in £. coli strain JMB9 (ATCC 
37092)) and pPLc28 (resident in £. coli RRl (ATCC 53082)). 

p35 alternatively may be expressed in yeast host cells, preferably from the 
Saccharontyces genus (e.g., 5. cerevisiae). Other genera of yeast, such as Pichia or 

10 Kluyveromyces, may also be employed. Yeast vectors will often contain an origin of 
replication sequence from a 2^1 yeast plasmid, an autonomously replicating sequence 
(ARS), a promoter region, sequences for polyadenylation, sequences for transcription 
teramiation, and a selectable maricer gene. Suitable promoter sequences for yeast vectors 
include, among others, promoters for metallothionein, 3-phosphoglycerate kinase 

15 (Hitzcman et al., 7. BioL Chem. 255:2073, 1980) or otiier glycolytic enzymes (Hess ei al., 
/. Adv. Enzyme Reg, 7:149, 1968; and Holland et al„ Biochem, 77:4900, 1978), such as 
cnolase, glyceraldehyde-3-phosphate dehydrogenase, hexokinase, pyruvate decarboxylase, 
phosphofroctokinase, glucose-6-phosphate isomerase, 3-phosphoglycerate mutase, 
pyruvate kinase, triosephosphate isomerase, phosphoglucose isomerase, and glucokinase. 

20 Other suitable vectors and promoters for use in yeast expression arc further described in 
Hitzcman, EPA-73,657. Another alternative is die glucose-repressible ADH2 promoter 
described by Russell et al. (7. BioL Chem. 255:2674, 1982) and Bcier et al, (Nature 
500:724, 1982). Shuttle vectors replicable in both yeast and E, coli may be constructed by 
inserting DNA sequences from pBR322 for selection and teplication in £. coli (Amp>^ gene 

25 and origin of replication) into the above-described yeast vectors. 

The yeast a-factor leader sequence may be raiployed to direct secretion of the p35 
polypeptide. See, e.g., Kuijan et al.. Cell 50:933, 1982; Bitter et al., Proc. Natl. Acad. 
Sci. USA S/:5330, 1984; U. S. Patent 4,546,082; and EP 324,274. Other leader 
scquwiccs suitable for facilitating secretion of recombinant polypeptides from yeast hosts 

30 are known to those skilled in the pertinent field. 

Yeast transformation protocols are known to those of skill in the art One such 
protocol is described by Hinnen et al.. Proc. Natl. Acad. ScL USA 75:1929, 1978. The 
Hinnen et al. protocol selects for Trp+ transformants in a selective medium, wherein the 
selective medium consists of 0.67% yeast nitrogen base, 0.5% casamino acids, 2% 

35 glucose, 10 ^gAnl adenine and 20 ^g/ml uracil. 

Yeast host cells o^sfomied by vectors containing ADH2 promoter sequence may 
be grown for inducing expression in a "rich" medium. An example of a rich medium is one 
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consisting of 1% yeast extract, 2% peptone, and 1% glucose supplemented with 80 ^g/ml 
adenine and 80 |xg/nil uracil. Derepression of the ADH2 promoter occurs when glucose is 
exhausted from the medium. 

Mammalian or insect host cell culture systems could also be employed to express 
5 recombinant p3S polypeptides. Baculovirus systems for prcxiuction of heterologous 
proteins in insect cells are reviewed by Luckow and Summers, Bio/Technology 6:47 
(1988). EstabUshedceU lines of nianunalian origin also may be enq)loyed. Examples of 
suitable mammalian host cell lines include the COS-7 line of nx>nkey kidney cells (ATCXT 
CRL 1651) (Gluzman ct al.. Cell 23:175, 1981), L ccUs, C127 cells, 3T3 cells (ATCC 

10 CCL 163), Chinese hamster ovaiy (CHO) cells, HeLa cells, and BHK (ATCC CRL 10) 
cell lines, and the CV-l/EBNA-1 cell line derived from the African green monkey kidney 
ceU line CVI (ATCC CCL 70) as described by McMahan et al. (EMBO J. 10: 2821, 1991). 

Transcriptional and translational control sequences for mammalian host cell 
expression vectors may be excised from viral genomes. Commonly used promoter 

IS sequences and enhancer sequences are derived from Polyoma virus. Adenovirus 2, Simian 
Vims 40 (SV40), and human cytomegalovirus. DNA sequences derived from the S V40 
viral genome, for example, S V40 origin, early and late promoter, enhancer, splice, and 
polyadenylation sites may be used to provide other genetic elements for expression of a 
structural gene sequence in a mammalian host cell. Viral early and late promoters are 

20 particularly useful because both are easily obtained from a viral genome as a fragment 
which may also contain a viral origin of replication (Fiers et al.. Nature 273: 1 1 3, 1978). 
Smaller or larger S V40 fragments may also be used, provided the approximately 250 bp 
sequence extending from the Hind III site toward the Bgl I site located in the S V40 viral 
origin of replication site is included. 

25 Expression vectors for use in mammalian host cells can be constructed as disclosed 

by Okayama and Berg (MoL Cell. Biol. 5:280, 1983). A useful system for stable high 
level expression of mammalian cDNAs in CI 27 murine mammary epithelial cells is 
described by Cosman et al. (MoL Immunol 23:935, 1986). A high expression vector, 
PMLSV N1/N4, described by Cosman et al.. Nature 31216%, 1984 has been deposited as 

30 ATCC 39890. Additional suitable mammalian expression vectors are described in EP-A- 
0367566, and in PCT application WO 91/18982. In one embodiment, die vectors are 
derived from retroviruses. 

A native p35 signal peptide is employed in the expression system described in 
example 1. Alternatively, DNA encoding a heterologous signal sequence (e.g., derived 

35 from a mammalian protein) may be added. Examples include the signal sequence for 
interleukin-7 (IL-7) described in United States Patent 4,965,195; the signal sequence for 
interleukin-2 receptor described in Cosman et al.. Nature 312:16% (1984); the interleukin-4 
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receptor signal peptide described in EP 367,566; the type I interleukin- 1 receptw signal 
peptide described in U.S. Patent 4,968,607; and the type II interieukin-1 receptor signal 
peptide described in EP 460,846, 

S p35 Protein an d Uses Thereof 

The present invention provides purified p35 polypeptides, which may be produced 
by recombinant expression systems as described above or purified from naturally occurring 
cells. The desired degree of purity depends on the intended use of the protein. A relatively 
high degree of purity is desired when the protein is to be administered in vivo, for example. 
10 Advantageously, p35 is purified such that no protein bands corresponding to other 

proteins are detectable by SDS-polyacrylamide gel electrophoresis (SDS-PAGE). It will be 
recognized by one skilled in the pertinent field that multiple bands corresponding to p35 
protein may be detected by SDS-PAGE, due to differential glycosylation, variations in 
post-translational processing, and Uie like. A preparation of p35 protein is considered to be 
15 purified as long as no bands corresponding to different (non-p35) proteins are visualized. 
The p35 most preferably is purified to substantial homogeneity, as indicated by a single 
protein band upon analysis by SDS-PAGE, The protein band may be visualized by silver 
staining, Coomassie blue staining, or (if the protein is radiolabeled) by autoradiography. 
One process for producing p35 comprises culturing a host cell transformed with an 
20 expression vector comprising a DNA sequence that encodes p35 under conditions such that 
p35 is expressed. The p35 protein is then recovered from the cell culture, using standard 
procedures. Advantageously, the expression vector encodes a signal peptide fused to the 
N-terminus of the p35, such tiiat the p35 is secreted fit>m the host cell and may be 
recovCTcd from the culture medium. 
25 For example, the culture medium first may be concentrated using a commercially 

available protein concentration filter, for example, an Amicon or Millipore Pellicon 
ultrafiltration unit. Following the concentration step, the concentrate can be applied to a 
purification matrix such as a gel filtration medium. Alternatively, an anion exchange resin 
can be employed, for example, a matrix or substrate having pendant diethylaminoethyl 
30 (DEAE) groups. The matrices can be acrylamide, agarose, dextran, cellulose or other types 
commonly employed in protein purification. Alternatively, a cation exchange step can be 
employed. Suitable cation exchangers include various insoluble matrices comprising 
sulfopropyl or carboxymethyl groups. Sulfopropyl groups are preferred. Finally, one or 
more rcversed-phase high performance liquid chromatography (RP-HPLC) steps 
35 employing hydrophobic RP-HPLC media, (e.g., silica gel having pendant methyl or other 
aliphatic groups) can be employed to further purify p35. Some or all of the foregoing 
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purificadon stqps, in various combinations, can be employed to provide a substantially 
homogeneous recombinant protein. 

It is also possible to utilize an immunoaffinity column containing an antibody that 
binds p35. Example 4 describes a procedure for employing a p35 protein to generate 
5 monoclonal antibodies reactive therewith. 

Reccmibinant protein produced in bacterial culture is ustially isolated by initial 
disruption of the host cells, centrifugation, extraction from cell pdlets if an insoluble 
polypeptide, or from the supernatant fluid if a soluble polypeptide, followed by one or 
more concentration, salting-out, ion exchange, affinity purification or size exclusion 
10 chromatography steps. Finally, RP-HPLC can be employed for final purification steps. 
Microbial cells can be disrupted by any convenient meduxl, including freeze-thaw cycling, 
sonication, mechanical disruption, or use of cell lysing agents. 

Transformed yeast host cells are preferably employed to express p35 as a secreted 
polypeptide. This simplifies purification. Secreted recombinant polypeptide from a yeast 
15 host cell fermentation can be purified by methods analogous to those disclosed by Urdal et 
al. (7. Chromatog, 296:171, 1984). Urdal et al, describe two sequential, reversed-phase 
HPLC steps for purification of recombinant human IL-2 on a preparative HPLC column. 

In one embodiment of the invention, non-recombinant p35 is purified by 
procedures analogous to those described in Patel et al., (7. Gen. Virol, 71:2013-2021, 
20 1990) hereby incorporated by reference; see especially page 2014, column one. Briefly, 
suitable cells (e.g., rabbit kidney cells or CVl cells) are infected with cowpox virus or 
vaccinia virus strain Lister, and incubated to allow secretion of p35 from the cells. The 
culture supernatant is collected, cells are removed (e.g., by centrifugation), and the 
supernatant is applied to an ion exchange column. Proteins are eluted from the column in a 
25 linear salt gradient, and the fraction containing the desired p35 protein is recovered. 

Certain uses of p35 polypeptides flow from the chemokine-binding property 
thereof. One such use of p35 is as a reagent in protein purificaticm procedures. p35 or 
p35/Fc fusion proteins may be attached to a soUd support material by conventional 
techniques and used to purify chemokines by affinity chromatography. This use is 
30 illustrated in example 2. 

p35 also finds use in inhibiting biological activity of chemokines. This use stems 
from the unexpected finding that p35 binds to chemokines, as reported in example 3. The 
ability of p35 to bind to several different chenK)kines is an especially advantageous 
property. 

35 Chemokines have chemotactic properties, attracting certain cells of die immune 

system to sites of tissue injury and infection. Most of the a (CXC) subfamily members 
attract and activate neunx)phils, whereas p (C-C) subfamily members generally attract 
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monocytes. Certain p subfamily members additionally have been rqxsfted to recruit 
basophils, eosinophils or lymphocytes. 

Chemoldnes are recognized as mediators of inflammation, both chronic and acute. 
Studies of the roles chemoldnes play in various disorders is reviewed in Baggiolini et al. 

5 {Advances in Immunology 55:97-179, 1994; hereby incorporated by reference; note 
especially pages 142-147). Among the disorders believed to be mediated, at least in part, 
by one or more chemoldnes are inflammatory conditions of the lung and skin, and 
inflammation associated with arthritis. Examples are lung inflammation associated with 
allergy or asthma. Interleukin-8 (IL-8), a C-X-C chemokine, is believed to play a role in 

10 causing the neutrophilic alveolitis in idic^athic pulnx>nary fibrosis (Baggiolini et aL, supra, 
at pages 144-45). Monocyte chemoattractant protein- 1 (MCP-1), a C-C chemokine, also 
has been implicated in fibrosis of the lung (Baggiolini et al., supra, at pages 144-45). 
Human MCP-1 is sometimes referred to as monocyte chemotactic and activating factor 
(MCAF), while an alternative designation for mouse MCP-1 is JE. 

15 Overproduction of IL-8 has been linked to psoriasis, an inflammatory condition of 

the skin (see Baggiolini et al., stq)ra, at page 145). High levels of certain chemokines have 
been detected in the synovial fluid of inflamed joints in rheumatoid arthritis and 
osteoarthritis patients (Baggiolini et al., si^ra, at pages 143-44). 

The C-C chemokine macrophage inflammatory protein- la (MlP-la) suppresses 

20 hematopoietic stem cell proliferation, which has been suggested to contribute to anemia in 
malaria patients (Burgmann et al.. Clinical Immunology and Immunopathology 76:32-36, 
1995). Chemokines are believed to play a role in certain conditions associated with viral 
infection. Studies in homozygous MlP-la mutant (-/-) mice indicate that MlP-la is a 
mediatcH* of inflammation induced by viruses, examples of which are influenza vims and 

25 coxsackievirus B3 (CVB3) (Cook et al.. Science, 269: 1583, 1995). CVB3 infection 
causes myocarditis in young adults. The studies suggest that cardiac damage associated 
with myocarditis is not solely attributable to virus-mediated cytolysis, instead resulting (at 
least partially, perhaps largely) from the actions of recmited inflanunatory cells (Cook et 
al., supra, at page 1585, column 1). The authors suggest that the absence of myocarditis in 

30 the MlP-la (-/-) mice is likely due to an inability to recruit or retain mononuclear cells in 
the infected heart (Cook et al., supra, at page 1584, column 3). In influenza-infected MIP- 
la (-A) mutant mice, reduced lung inflammation was obsenred, although T-cell-dependent 
viral clearance was delayed (Cook et al., supra). The authors concluded that MlP-la 
contributes to influenza virus-induced pneumonitis. 

35 MIP- 1 a is also believed to play a role in the pathogenesis of experimental 

autoimmune encephalomyelitis (EAE), a CD4* T cell-mediated inflammatory demyehnating 
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disease of the central nervous system (Karpus et al., 7. Immunol, 155:5003, 1995). EAE 
is recognized as a nxxiei for the human disease multiple sclerosis. 

The proinflammatory action of IL-8 may play a role in deleterious host responses to 
sepsis (Marty et al.. Crit. Care Med. 22:673-679. 1994). The possibiUty that MCP-1 and 
5 other C-C chemokines are involved in cardiovascular disease, through lecniitment of 
monocytes into atherosclerotic areas, has been the subject of several studies (Baggiolini et 
al., supra, at page 146). 

Eotaxin, a member of the C-C subfamily, is a chemoattractant reported to be 
specific for eosinophils. Factors released by eosinophils contribute to hypersensitivity 

10 reactions. In the lungs of allergic asthmatic individuals, eosinophils accumulate and 

undergo degranulation. The resulting release of cytotoxic granule proteins aggravates lung 
tissue damage. The cloning of DNA encoding eotaxin. and certain functional properties of 
the protein, are described by Ponatii et al. (7. Clin. Invest., 97:604, 1996). 

RANTES functions as a chemoattractant for eosinophils, monocytes, and aM5RO* 

15 memory T lymphocytes (Schall et al.. Nature, 347:669. 1990; Stellato et al., 7. Immunol, 
155:410, 1995). By contributing to cellular recruitment in die airways during 
inflammation. RANTES may play a role in tfic pathogenesis of conditions such as astfima, 
rhinitis, and polyposis (Stellato et al., supra). 

The present invention provides a method of treating a disorder mediated by a 

20 chemokine, comprising administering an effective amount of a p35 polypeptide to a 

mammal afflicted with such a condition. Any of the forms of p35 polypeptides described 
herein may be employed, including, but not limited to, native p35 proteins and variants, 
derivatives, oligomers, and biologically active fragments thereof, as well as fusion proteins 
comprising p35. In particular embodiments of the invention, the mature form of the 

25 cowpox p35 of SEQ ID N0:2, the vaccinia virus p35 of SEQ ID NO:4, or die variola 
(smallpox) p35 of SEQ ID N0:6 is employed. 

A disorder is said to be mediated by a chemokine if the chemokine causes or 
promotes, at least in part, or exacerbates the disorder. The chemokine may cause a 
condition indircctiy, by the recruitment of cells to a particular site in vivo, or through the 

30 chemokine's effect on other biologically active molecules. In certain embodiments of tfie 
invention, the condition is mediated by one or more of the chemokines demonstrated to 
bind p35 in the assay of example 3. 

In particular embodiments of the inventive method, p35 is administered to inhibit 
chemokine-mediated recruitment of cells, particularly cells involved in an inflammatory or 

35 autoimmune response. The p35 Uius is employed to alleviate conditions resulting from the 
influx of such cells, e.g., at a site of inflamomation or tissue injury. To illustrate, p35 may 
be administered to inhibit the influx of eosinophils into a site of lung tissue damage or 
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inflammation. p3S proteins may be employed in treating those activated T cell-mediated or 
monocyte-mediated disorders in which chemokines play a role. 

The p3S preferably is administered in the form of a phannaceutical composition. 
p35 proteins can be fomiulated according to known methods that are used to prepare 
5 phaimaceutically useful compositions. Con^nents that are commonly en^loyed in 
phannaceutical formulations are described in Remington's Pharmaceutical Sciences, 16th 
ed., 1980, Mack Publishing Company, for example. 

Compositions of the present invention comprise an effective amount of a purified 
p35 polypeptide and a suitable (e.g., pharmaceutically acceptable) diluent, excipient, or 

10 carrier. Such carriers will be nontoxic to patients at the dosages and concentrations 

employed. The composition may additionally include a suitable cmulsifier or preservative. 
Ordinarily, the preparation of such compositions may entail combining a p35 polypeptide 
with buffers, antioxidants such as ascorbic acid, low molecular weight (less than about 10 
residues) peptides, proteins, amino acids, carbohydrates including glucose, sucrose, or 

15 dextrans, chelating agents such as EDTA, glutathione, or other stabilizers and excipients. 
Neutral buffered saline is one appropriate diluent Pharmaceutical compositions suitable 
for inhalation are among the compositions contemplated herein. 

p35 may be incorporated into polymeric compounds (such as polyacetic acid, 
polyglycolic acid, hydrogels, dextran, etc.) or incorporated into liposomes, 

20 microemulsions, micelles, unilamellar or multilamellar vesicles, erythrocyte ghosts or 

spheroblasts. Such compositions wiU influence the physical state, solubility, stability, rate 
of in vivo release, and rate of in vivo clearance of p35, and are thus chosen according to the 
intended s^plication. 

For therapeutic use, the compositions are administered in a manner and dosage 

25 appropriate to the indication and the patient The amount administered will be effective in 
ameliorating the condition, by inhibiting the activity of a chenK>kine in vivo. As will be 
understood by one skilled in die pertinent field, a tiierapeutically effective dosage will vary 
according to such factors as the nature and severity of the condition, the location of affected 
tissue (e.g., the site of inflammation) witiiin the body, and the age, condition and size of 

30 the patient. Administration may be by any suitable route, depending on the nature of the 
disorder, including but not limited to intravenous or local injection, inhalation, continuous 
infusion, local infusion during surgery, or sustained release from implants (such as gels, 
membranes, and the like). 



35 Oligomeric Forms of p35 

The present invention encompasses p35 polypeptides in the form of oligomers, 
such as dimers, trimers, or higher oligomers. Oligomers may be formed by disulfide 
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bonds between cysteine residues on different p35 polypeptides, for example. In other 
embodiments, oligomers comprise from two to four p35 polypeptides joined by covalent or 
non-covalent interactions between peptide moieties fiised to the p35 polypeptides. Such 
pq)tide moieties may be peptide linkCTS (spacers), or peptides that have the property of 

5 promoting oligomerization. Leucine zippers and certain polypeptides derived from 
antibodies are among the peptides that can promote oligommzation of p35 polypeptides 
attached thereto. DN A sequences encoding p35 oligomers, or fusion protdns diat arc 
components of such oligomers, are provided herein. 

Preparation of fusion proteins comprising heterologous polypeptides fused to 

10 various portions of antibody-derived polypeptides (including the Fc domain) has been 
described, e.g., by Ashkenazi et al. (PNAS USA 85:10535, 1991), Bym et al. (Nature 
544:667, 1990), and Hollenbaugh and Aruffo ("Constraction of Inmiunoglobulin Fusion 
Proteins", in Current Protocols in Immunology, SuppL 4, pages 10.19.1 - 10. 19- 11, 
1992), hereby incorporated by reference. In <Mie embodiment of the invention, a p35 dimer 

15 is created by fusing p35 to an Fc region polypeptide derived from an antibody, in a manner 
that does not interfere wiUi binding of p35 to a chenwkine of interest A gene fusion 
encoding a p35/Fc fusion protein is inserted into an appropriate expression vector. The 
p35/Fc fusion proteins are allowed to assemble much like antibody molecules, whereupon 
interchain disulfide bonds form between Fc polypeptides, yielding divalent p35, 

20 One suitable Fc polypeptide is the native Fc region polypeptide derived from a 

human IgGl, which is described in PCT appUcation WO 93/10151, hereby incorporated by 
reference. Another useful Fc polypeptide is the Fc mutein described in U.S. Patent 
5,457,035. The amino acid sequence of die mutein is identical to that of the native Fc 
sequence presented in WO 93/10151, except that amino acid 19 has been changed from Leu 

25 to Ala, amino acid 20 has been changed from Leu to Glu, and amino acid 22 has been 
changed from Gly to Ala. This mutein Fc exhibits reduced affinity for immunoglobulin 
receptors. 

In other embodiments, p35 may be substimted for the variable portion of an 
antibody heavy or light chain. If fusion proteins arc made with both heavy and light chains 
30 of an antibody, it is possible to forai a p35 oligomer with as many as four p35 
polypeptides. 

Alternatively, oligomeric p35 may comprise two or more p35 polypeptides joined 
through peptide linkers. Examples include tiiose peptide linkers described in United States 
Patent 5,073,627 (hereby incorporated by reference). Fusion proteins comprising multiple 
35 p35 polypeptides separated by peptide linkers may be produced using conventional 
recombinant DNA technology. 
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Another methcxl for preparing p35 oligoniers involves use of a leucine zipper. 
Leucine zipper domains are peptides that promote oligomerization of the proteins in which 
they are found Leucine zippers were originally identified in several DNA-binding proteins 
(Landschulz et ai., Science 240: 1759, 1988), and have since been found in a variety of 
5 different proteins. Among the known leucine zippers are naturally occurring peptides and 
derivatives thereof that dimoize or trimerize. Examples of leucine zipper domains suitable 
for producing p35 oligomers are those described PCT application WO 94/10308, hereby 
incorporated by reference. Recombinant fusion proteins conq>rising a p35 polypeptide 
fused to a peptide that dimerizes or trimerizes in solution are expressed in suitable host 
10 cells, and the resuidng soluble oligomeric p35 is recovered from the culture supernatant 

Antibodies 

p35 polypeptides may be employed as immunogens to generate antibodies, 
including polyclonal or monoclonal antibodies, by conventional procedures. See, for 

15 example. Monoclonal Antibodies, Hybridomas: A New Dimension in Biological Analyses, 
Kennet et al., eds.. Plenum Press, New York (1980); and Antibodies: A Laboratory 
Manual, Harlow and Land, eds., Cold Spring Harbor Laboratory Press, Cold Spring 
Harbor, NY, (1988). One procedure for generating monoclonal antibodies specific for p35 
is described in example 4. 

20 Antigen-binding antibody fragments and derivatives may be prepared by 

conventional techniques. Examples of antibody fragments are Fab, F(ab'), and F(ab')2 
firagments. One type of derivative is a chimeric antibody conq)rising a variable (or antigen* 
binding) region firom a murine antibody, and the constant region of a human antibody. 
Procedures for producing chimeric and fixrther engineered antibodies include those 

25 described in Riechmann et al. (Nature 332:323, 1988), Uu et al. {PNAS USA 84:3439, 
1987), Lairick et al. {Bio/Technology 7:934, 1989), and Winter and Harris (TIPS 14:139, 
May. 1993). 

Antibodies that are immunoreactive with p35 find use in purifying p35, e.g., by 
immunoaffinity chromatography. The antibodies also may be used to detect p3S, e.g., in 
30 in vitro assays. 

Nucleic Acid Fragments 

The present invention further provides firagments of the p35 nucleotide sequences 
presented herein. Such fragments desirably comprise at least about 17 consecutive 
35 nucleotides, more preferably at least 30 consecutive nucleotides of the sequence presented 
in SEQ ID NOS: 1, 3, or 5. DNA and RNA complements of said fragments are provided 
herein, along with both single-stranded and double-stranded forms of p35 DNA. 
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Among the uses of such p35 nucleic add fragments is use as a probe. Such probes 
may be anpioyed in cross-species hybridization procedures to isolate p35 DMA from 
additional viral strains. The probes also find use in detecting the presence of p35 nucleic 
acids in in vitro assays and in such procedures as Northern and Southern blots. Cell types 
5 expressing p35 can be identified Such procedures are well known, and the skilled artisan 
can choose a probe of suitable length, depending on the particular intended application. 
The probe may be labeled (e.g., with 32p) by conventional techniques. 

p3S nucleic acid fragments also find use as primers in a polymerase chain reaction 
(PGR). 5* and 3* primers corresponding to the termini of a desired p35 DNA sequence are 
10 employed in isolating and amplifying the DNA, using conventional PGR techniques. 

The following examples are provided to illustrate particular embodiments and not to 
limit the scope of the invention. 

EXAMPLE U Pr^narntinn of n35/Fc Fusion Protein 

15 This example describes preparation of a fusion protein comprising p35 fused to an 

Fc region polypeptide derived from an antibody. An expression vector encoding the 
p35/Fc fusion protein was constructed as follows. 

DNA encoding the p35 protein of SEQ ID N0:2 (amino acids -16 to 230) was 
isolated by polymerase chain reaction (PGR). The oligonucleotide employed as the 5' 

20 primer in the PGR included nucleotides 1 to 24 of the DNA sequence of SEQ ID NO: 1 , and 
contained an additional sequence that added a Not I restriction site upstream. The 3' primer 
included nucleotides complementary to nucleotides 733 to 755 of the DNA sequence of 
SEQ ID NO: 1 (which does not include the termination codon), a downstream sequence that 
encodes the first two amino acids of an Fc polypeptide, and a sequence that added a Bgl D 

25 restriction site downstream of the p35 and Fc sequences. 

A recombinant vector containing cowpox DNA that included the p35 open reading 
fi^me was employed as the template in the PCR, which was conducted according to 
. conventional procedures. The amplified DNA was digested with Not I and Bgl II, and the 
desired fragment was purified by electrophoresis on an agarose gel. 

30 A DNA fragment encoding the Fc region of a human IgG 1 antibody was isolated by 

digesting a vector containing cloned Fc-encoding DNA with Bgl II and Not I. Bgl II 
cleaves at a unique Bgl II site introduced near tiie 5' end of the Fc-encoding sequence, such 
that the BglU site encompasses die codons for amino acids three and four of the Fc 
polypeptide. Not I cleaves downstream of the Fc-encoding sequence. The nucleotide 

35 sequence of cDNA encoding the Fc polypeptide, along with the encoded amino acid 
sequence, are presented in PCT application publication no. WO 93/10151, hereby 
incorporated by reference. 
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In a three-way ligation, the above-described p35-encoding DNA and Fc-encoding 
DNA were inserted into an expression vector that had been digested with Not I and treated 
with a phosphatase to minimize recircularization of any vector DNA without an insen. The 
vector, pDC406 (described in McMahan et al., EMBO 7. 70:2821 , 1991), is a mammalian 
S expression vector that is also capablt of replication in E. colL 

E. coli cells were transfected with the ligation mixture, and the desired recombinant 
vector was isolated. The vector encodes amino adds -16 to 230 of the p35 sequence of 
SEQ ID N0:2, fused to the N-terminus of the Fc polypeptide. The encoded Fc polypeptide 
extends from the N-terminal hinge region to the native Oterminus, Le., is an essenually 

10 full-length antibody Fc region. 

CV-l/EBNA-1 cells (ATCC CRL 10478) were transfected with the recombinant 
vector by conventional procedures. The CVl-EBNA-1 cell line was derived from the 
African Green Monkey kidney cell line CV-1 (ATCC CCL 70), as described by McMahan 
et al. {EMBO J. 10:2821, 1991). The transfected cells were cultured to allow transient 

15 expression of the p35/Fc fusion protein, which was secreted into the culture medium. The 
secreted protein contains the mature form of p35, fused to the Fc polypeptide. The p35/Fc 
proteins are believed to form dimers, wherein two such fusion proteins are joined by 
disulHde bonds that form between the Fc moieties thereof. The p35/Fc protein was 
recovered from the culture medium by affinity chromatography on a Protein A-bcaring 

20 chromatography column. 

EXAMPLE 2: Identification of a Factor that hinds d35 
Several dozen cell lines were tested for the ability to bind the p35/Fc fusion protein 
described in example 1 . A variety of cell types, both normal and tumor cells, were tested, 
25 including but not limited to B-cells and T-cells (activated and non-activated), macrophages, 
epithelial cells, and fibroblasts. None of the cell lines bound p35/Fc. 

Supematants from a representative panel of cell lines were tested to determine 
whether any secreted proteins would innd p3S/Fc. The p3S/Fc protein was immobilized on 
the chip of a biosensor unit, as follows. Goat anti-human IgG directed against the Fc 
30 region (Jackson Immunoresearch Laboratories, Inc., West Grove, Pennsylvania) was 
chemically bound to the chip of a BIAcore Processing Unit (Pharmacia Biosensor) by 
standard techniques. The p3S/Fc protein was dien bound to the inunobilized goat anti- 
human IgG via interaction of the antibody with the Fc moiety of the fusion protein. 

Supematants from cultures of the cell lines then were allowed to flow across the 
35 chip. The culture medium from one cell line, a murine thymic epithelial cell line designated 
TE71, was found to contain a protein that bound to p3S/Fc. The binding was indicated by 
a significant resonance shift on the Biosensor. 
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TE7 1 cells then were metabolically labeled with 35s so that the proteins produced 
by the cells could be visualized p35/Fc was shown to immunoprecipitate a diffuse 25 kD 
protein firom the TE7 1 culture supernatant. The 25 kD protein was purified by affinity 
chromatography, using a column containing p3S/Fc. Determination of the amino acid 
5 sequence revealed that the 25 kD protein was a chemokine known as JE or murine 
monocyte chemoattractant protein-1 (MCP-1) (RolUns, PNAS 85:3738. 1988). 

FYAMPLR 3; Chi^iiiokinP^i that hind P35 
Since JE bound p35/Fc, additional chemokines were tested for the ability to bind 
10 cowpox p35/Fc immobilized on a biosensor. The results are shown in Figure 1, in which 
4- indicates binding. 

KXAMPrK 4! Mnnnrlnnal Antibodies to d3S 
This example illustrates the preparation of monoclonal antibodies duected against 

15 p35. Purified p35 (or an immunogenic fragment thereof) can be used to generate 

monoclonal antibodies using conventional techniques such as those described in U.S. 
Patent 4,41 1,993. Briefly, mice are immunized with p35 as an immunogen emulsified in 
complete Ereund's adjuvant, and injected in amounts ranging from 10-100 jig 
subcutaneously or intraperitoneally. Ten to twelve days later, the immunized animals are 

20 boosted witii additional p35 emulsified in incomplete Freund's adjuvant Mice arc 

periodically boosted thereafter on a weekly to bi-weekly immunization schedule. Serum 
samples are periodically taken by retro-orbital bleeding or tail-tip excision for testing by dot 
blot assay or EUSA (Enzyme-Linked Immunosorbent Assay), for p35 antibodies. 

FoUowing detection of an appropriate antibody titer, positive animals are provided 

25 one last intravenous injection of p35 in saline. Three to four days later, the animals are 
sacrificed, spleen cells harvested, and spleen cells are fused to a murine myeloma cell line, 
e.g., NSl or preferably P3x63Ag8.653 (ATCC CRL 1580). Fusions generate hybridoma 
cells, which are plated in multiple microriter plates in a HAT (hypoxanthine, aminopterin 
and thymidine) selective medium to inhibit proliferation of non-fused cells, myeloma 

30 hybrids, and spleen cell hybrids. 

The hybridoma cells are screened by ELIS A for reactivity against purified p35 by 
adaptations of the techniques disclosed in Engvall et al. (Immunochem. 8:871, 1971) and 
in U.S. Patent 4,703,004. A preferred screening technique is die antibody capture 
technique described in Beckmann ei al. (J. Immunol 144:4212, 1990) Positive hybridoma 

35 cells can be injected intraperitoneally into syngeneic BALB/c mice to produce ascites 
containing high concentrations of anti-p35 monoclonal antibodies. Alternatively, 
hybridoma cells can be grown in vitro in flasks or roller botties by various techniques. 
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Mcmoclonal antibodies produced in mouse ascites can be purified by ammonium sulfate 
precipitation, followed by gel exclusion chromatography. Alternatively, affinity 
chromatography based upon binding of antibody to protein A or protein G can also be 
used, as can affinity chromatography based upon binding to p3S. 
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SEQUENCE LISTING 



(1) GENERAL INFORMATION: 

(i) APPLICANT: Smith, Craig A. 
(ii) TITLE OF INVENTION: Chemokine Inhibitor 
(iii) NUMBER OF SEQUENCES: 7 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Immunex Corporation 

(B) STREET: 51 University Street 

(C) CITY: Seattle 

(D) STATE: Washington 

(E) COUNTRY: US 

(F) ZIP: 98101 

(V) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: Apple Power Macintosh 

(C) OPERATING SYSTEM: Apple System 7.5.3 

(D) SOFTWARE: Microsoft Word, Version 6.0.1 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: — to be assigned — 

(B) FILING DATE: 26-SEPT-1996 

(C) CLASSIFICATION: 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 08/575,715 

(B) FILING DATE: 20-DEC-1995 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 08/537,324 

(B) FILING DATE: 29-SEP-1995 

(viii) ATTORNEY/AGENT INFORMATION: 

(A) NAME: Anderson, Kathryn A. 

(B) REGISTRATION NUMBER: 32,172 

(C) REFERENCE /DOCKET NUMBER: 2620-WO 

(ix) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: (206) 587-0430 

(B) TELEFAX: (206) 233-0644 

(C) TELEX: 756822 



(2) INFORMATION FOR SEQ ID N0:1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 758 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(iii) HYPOTHETICAL: NO 
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(iv) ANTI-SENSE: NO 



(vii) IMMEDIATE SOURCE: 

<B) CLONE: Cowpox p35 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 18.. 758 

(ix) FEATURE: 

(A) NAME/KEY: matjpeptide 

(B) LOCATION: 66., 755 

<ix) FEATURE: 

<A) NAME/KEY: sig_peptide 
(B) LOCATION: 18.. 65 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:1: 

CATCTAGAAC AGCAATC ATG AAA CAA ATC GTC CTG GCA TGC ATA TGC CTG 50 

Met Lys Gin lie Val Leu Ala Cys lie Cys Leu 
-16 -15 -10 

GCG GCA GTT GCT ATC CCT ACC AGT CTT CAG CAA TCA TTC TCA TCC TCA 98 
Ala Ala Val Ala lie Pro Thr Ser Leu Gin Gin Ser Phe Ser Ser Ser 
-5 15 10 

TCC TCG TGT ACG GAA GAA GAA AAC AAA CAT CAT ATG GGA ATC GAT GTT 146 
Ser Ser Cys Thr Glu Glu Glu Asn Lys His His Met Gly lie Asp Val 
15 20 25 

ATT ATC AAA GTC ACC AAG CAA GAC CAA ACA CCG ACC AAT GAT AAG ATT 194 
lie lie Lys Val Thr Lys Gin Asp Gin Thr Pro Thr Asn Asp Lys lie 
30 35 40 

TGT CAA TCA GTA ACC GAA GTT ACA GAG TCT GAA GAC GAG TCA GAA GAA 242 
Cys Gin Ser Val Thr Glu Val Thr Glu Ser Glu Asp Glu Ser Glu Glu 
45 50 55 

GTC GTA AAG GGA GAT CCC ACC ACT TAT TAC ACT GTC GTC GGT GGA GGT 290 
Val Val Lys Gly Asp Pro Thr Thr Tyr Tyr Thr Val Val Gly Gly Gly 
60 65 70 75 

CTT ACG ATG GAC TTT GGA TTC ACC AAA TGC CCA AAG ATT TCA TCC ATC 338 
Leu Thr Met Asp Phe Gly Phe Thr Lys Cys Pro Lys lie Ser Ser lie 
80 85 90 

TCT GAA TAC TCT GAC GGA AAC ACT GTG AAT GCT AGA TTG TCT AGC GTG 386 
Ser Glu Tyr Ser Asp Gly Asn Thr Val Asn Ala Arg Leu Ser Ser Val 
95 100 105 

TCC CCA GGA CAA GGT AAG GAC TCT CCC GCT ATC ACT CGT GAA GAA GCT 434 
Ser Pro Gly Gin Gly Lys Asp Ser Pro Ala lie Thr Arg Glu Glu Ala 
110 115 120 

CTG TCT ATG ATC AAA GAC TGT GAA ATG TCT ATC AAC ATC AAA TGT AGC 482 
Leu Ser Met lie Lys Asp Cys Glu Met Ser lie Asn lie Lys Cys Ser 
125 130 135 

26 



wo 97/11714 



PCT/US96/15385 



GAA GAA GAG AAA GAC AGC AAC ATC AAG ACC CAT CCA GTA CTC GGG TCT 530 
Glu Glu Glu Lys Asp Ser Asn lie Lys Thr His Pro Val Leu Gly Ser 
140 145 150 155 

AAC ATC TCC CAT AAG AAA GTG AGT TAG GAA GAT ATC ATC GGA TCA ACG 578 
Asn lie Ser His Lys Lys Val Ser Tyr Glu Asp He He Gly Ser Thr 
160 165 170 

ATC GTC GAT ACG AAA TGC GTC AAG AAT CTA GAG ATT AGC GTT CGT ATA 626 
He Val Asp Thr Lys Cys Val Lys Asn Leu Glu He Ser Val Arg He 
175 180 185 

GGA GAC ATG TGC AAG GAA TCA TCT GAA CTT GAG GTC AAG GAT GGA TTC 674 
Gly Asp Met Cys Lys Glu Ser Ser Glu Leu Glu Val Lys Asp Gly Phe 
190 195 200 

AAG TAT GTC GAC GGA TCG GCA TCG GAA GAT GCA GCC GAT GAT ACT TCA 722 
Lys Tyr Val Asp Gly Ser Ala Ser Glu Asp Ala Ala Asp Asp Thr Ser 
205 210 215 

CTC ATC AAT TCA GCA AAA CTT ATA GCG TGT GTC TGA 758 
Leu He Asn Ser Ala Lys Leu He Ala Cys Val * 
220 225 230 

(2) INFORMATION FOR SEQ ID N0:2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 247 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 

Met Lys Gin He Val Leu Ala Cys He Cys Leu Ala Ala Val Ala He 
-16 -15 -10 -5 

Pro Thr Ser Leu Gin Gin Ser Phe Ser Ser Ser Ser Ser Cys Thr Glu 
15 10 15 

Glu Glu Asn Lys His His Met Gly He Asp Val He He Lys Val Thr 
20 25 30 

Lys Gin Asp Gin Thr Pro Thr Asn Asp Lys He Cys Gin Ser Val Thr 
35 40 45 

Glu Val Thr Glu Ser Glu Asp Glu Ser Glu Glu Val Val Lys Gly Asp 
50 55 60 

Pro Thr Thr Tyr Tyr Thr Val Val Gly Gly Gly Leu Thr Met Asp Phe 
65 70 75 80 

Gly Phe Thr Lys Cys Pro Lys He Ser Ser He Ser Glu Tyr Ser Asp 
85 90 95 

Gly Asn Thr Val Asn Ala Arg Leu Ser Ser Val Ser Pro Gly Gin Gly 
100 105 110 
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Lys Asp Ser Pro Ala lie Thr Arg Glu Glu Ala Leu Ser Met lie Lys 
115 120 125 

Asp Cys Glu Met Ser lie Asn lie Lys Cys Ser Glu Glu Glu Lys Asp 
130 135 140 

Ser Asn lie Lys Thr His Pro Val Leu Gly Ser Asn lie Ser His Lys 
145 150 155 160 

Lys Val Ser Tyr Glu Asp lie lie Gly Ser Thr lie Val Asp Thr Lys 
165 170 175 

Cys Val Lys Asn Leu Glu lie Ser Val Arg lie Gly Asp Met Cys Lys 
180 185 190 

Glu Ser Ser Glu Leu Glu Val Lys Asp Gly Phe Lys Tyr Val Asp Gly 
195 200 205 

Ser Ala Ser Glu Asp Ala Ala Asp Asp Thr Ser Leu lie Asn Ser Ala 
210 215 220 

Lys Leu lie Ala Cys Val * 
225 230 

(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH; 777 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 
(iii) HYPOTHETICAL: NO 
(iv) ANTI-SENSE: NO 



(vii) IMMEDIATE SOURCE: 

(B) CLONE: Vaccinia p35 

(ix) FEATURE: 

<A) NAME/KEY: CDS 
(B) LOCATION: 1.-777 

(ix) FEATURE: 

(A) NAME /KEY: mat jpep tide 

(B) LOCATION: 52., 774 

(ix) FEATURE: 

(A) NAME /KEY: sig_peptide 

(B) LOCATION: 1,.51 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 

ATG AAA CAA TAT ATC GTC CTG GCA TGC ATG TGC CTG GCG GCA GCT OCT 
Met Lys Gin Tyr lie Val Leu Ala Cys Met Cys Leu Ala Ala Ala Ala 
-17 -15 -10 -5 
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ATG CCT GCC AGT CTT CAG CAA TCA TCC TCA TCC TCC TCC TCG TGT ACG 96 
Met Pro Ala Ser Leu Gin Gin Ser Ser Ser Ser Ser Ser Ser Cys Thr 
15 10 15 

GAA GAA GAA AAC AAA CAT CAT ATG GGA ATC GAT GTT ATT ATC AAA GTC 144 
Glu Glu Glu Asn Lys His His Met Gly He Asp Val He He Lys Val 
20 25 30 

ACA AAG CAA GAC CAA ACA CCG ACC AAT GAT AAG ATT TGC CAA TCC GTA 192 
Thr Lys Gin Asp Gin Thr Pro Thr Asn Asp Lys He Cys Gin Ser Val 
35 40 45 

ACG GAA ATT ACA GAG TCC GAG TCA GAT CCA GAT CCC GAG GTG GAA TCA 240 
Thr Glu He Thr Glu Ser Glu Ser Asp Pro Asp Pro Glu Val Glu Ser 
50 55 60 

GAA GAT GAT TCC ACA TCA GTC GAG GAT GTA GAT CCT CCT ACC ACT TAT 288 
Glu Asp Asp Ser Thr Ser Val Glu Asp Val Asp Pro Pro Thr Thr Tyr 
65 70 75 

TAC TCC ATC ATC GGT GGA GGT CTG AGA ATG AAC TTT GGA TTC ACC AAA 336 
Tyr Ser He He Gly Gly Gly Leu Arg Met Asn Phe Gly Phe Thr Lys 
80 85 90 95 

TGT CCT CAG ATT AAA TCC ATC TCA GAA TCC GCT GAT GGA AAC ACA GTG 384 
Cys Pro Gin He Lys Ser He Ser Glu Ser Ala Asp Gly Asn Thr Val 
100 105 110 

AAT GCT AGA TTG TCC AGC GTG TCC CCA GGA CAA GGT AAG GAC TCT CCC 432 
Asn Ala Arg Leu Ser Ser Val Ser Pro Gly Gin Gly Lys Asp Ser Pro 
115 120 125 

GCG ATC ACT CGT GAA GAA GCT CTT GCT ATG ATC AAA GAC TGT GAG GTG 480 
Ala He Thr Arg Glu Glu Ala Leu Ala Met He Lys Asp Cys Glu Val 
130 135 140 

TCT ATC GAC ATC AGA TGT AGC GAA GAA GAG AAA GAC AGC GAC ATC AAG 528 
Ser He Asp He Arg Cys Ser Glu Glu Glu Lys Asp Ser Asp He Lys 
145 150 155 

ACC CAT CCA GTA CTC GGG TCT AAC ATC TCT CAT AAG AAA GTG AGT TAC 576 
Thr His Pro Val Leu Gly Ser Asn He Ser His Lys Lys Val Ser Tyr 
160 165 170 175 

GAA GAT ATC ATC GGT TCA ACG ATC GTC GAT ACA AAA TGT GTC AAG AAT 624 
Glu Asp He He Gly Ser Thr He Val Asp Thr Lys Cys Val Lys Asn 
180 185 190 

CTA GAG TTT AGC GTT CGT ATC GGA GAC ATG TGC AAG GAA TCA TCT GAA 672 
Leu Glu Phe Ser Val Arg He Gly Asp Met Cys Lys Glu Ser Ser Glu 
195 200 205 

CTT GAG GTC AAG GAT GGA TTC AAG TAT GTC GAC GGA TCG GCA TCT GAA 720 
Leu Glu Val Lys Asp Gly Phe Lys Tyr Val Asp Gly Ser Ala Ser Glu 
210 215 220 

GGT GCA ACC GAT GAT ACT TCA CTC ATC GAT TCA ACA AAA CTC AAA GCG 7 68 

Gly Ala Thr Asp Asp Thr Ser Leu He Asp Ser Thr Lys Leu Lys Ala 
225 230 235 
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TGT GTC TGA 777 

Cys Val * 

240 



(2) INFORMATION FOR SEQ ID NO: 4: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 259 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 

Met Lys Gin Tyr lie Val Leu Ala Cys Met Cys Leu Ala Ala Ala Ala 
-17 -15 -10 -5 

Met Pro Ala Ser Leu Gin Gin Ser Ser Ser Ser Ser Ser Ser Cys Thr 
15 10 15 

Glu Glu Glu Asn Lys His His Met Gly lie Asp Val lie He Lys Val 
20 25 30 

Thr Lys Gin Asp Gin Thr Pro Thr Asn Asp Lys He Cys Gin Ser Val 
35 40 45 

Thr Glu He Thr Glu Ser Glu Ser Asp Pro Asp Pro Glu Val Glu Ser 
50 55 60 

Glu Asp Asp Ser Thr Ser Val Glu Asp Val Asp Pro Pro Thr Thr Tyr 
65 70 75 

Tyr Ser He He Gly Gly Gly Leu Arg Met Asn Phe Gly Phe Thr Lys 
80 85 90 95 

Cys Pro Gin He Lys Ser He Ser Glu Ser Ala Asp Gly Asn Thr Val 
100 105 110 

Asn Ala Arg Leu Ser Ser Val Ser Pro Gly Gin Gly Lys Asp Ser Pro 
115 120 125 

Ala He Thr Arg Glu Glu Ala Leu Ala Met He Lys Asp Cys Glu Val 
130 135 140 

Ser He Asp He Arg Cys Ser Glu Glu Glu Lys Asp Ser Asp He Lys 
145 150 155 

Thr His Pro Val Leu Gly Ser Asn He Ser His Lys Lys Val Ser Tyr 
160 165 170 175 

Glu Asp He He Gly Ser Thr He Val Asp Thr Lys Cys Val Lys Asn 
180 185 190 

Leu Glu Phe Ser Val Arg He Gly Asp Met Cys Lys Glu Ser Ser Glu 
195 200 205 

Leu Glu Val Lys Asp Gly Phe Lys Tyr Val Asp Gly Ser Ala. Ser Glu 
210 215 220 
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Gly Ala Thr Asp Asp Thr Ser Leu He Asp Ser Thr Lys Leu Lys Ala 
225 230 235 

Cys Val * 
240 

(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 762 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA to mRNA 
(iii) HYPOTHETICAL: NO 
(iv) ANTI-SENSE: NO 

(vii) IMMEDIATE SOURCE: 

(B) CLONE: Variola p35 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 1..762 

(ix) FEATURE: 

<A) NAME/KEY: xnat_pept ide 
(B) LOCATION: 49.. 759 

(ix) FEATURE: 

(A) NAME/KEY: sigjpeptide 

(B) LOCATION: 1 . , 48 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 

ATG AAA CAA TAT ATC GTC CTG GCA TGC ATG TGC CTG GCG GCA GCT GCT 48 
Met Lys Gin Tyr He Val Leu Ala Cys Met Cys Leu Ala Ala Ala Ala 
-16 -15 -10 -5 

ATG CCT GCC AGT CTT CAG CAA TCC TCA TCC TCG TGT ACT GAA GAA GAA 96 
Met Pro Ala Ser Leu Gin Gin Ser Ser Ser Ser Cys Thr Glu Glu Glu 
15 10 15 

AAC AAA CAT TAT ATG GGA ATC GAT GTT ATT ATC AAA GTC AC A AAG CAA 144 
Asn Lys His Tyr Met Gly He Asp Val He He Lys Val Thr Lys Gin 
20 25 30 

GAC CAA ACA CCG ACC AAT GAT AAG ATT TGC CAA TCC GTA ACG GAA ATT 192 
Asp Gin Thr Pro Thr Asn Asp Lys He Cys Gin Ser Val Thr Glu He 
35 40 45 

ACA GAG TCC GAG TCA GAT CCC GAG GTG GAA TCA GAA GAT GAT TCC ACA 240 
Thr Glu Ser Glu Ser Asp Pro Glu Val Glu Ser Glu Asp Asp Ser Thr 
50 55 60 
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TCA GTC GAG GAT GTA GAT CCT CCT ACC ACT TAT TAG TCC ATT ATT GGC 288 
Ser Val Glu Asp Val Asp Pro Pro Thr Thr Tyr Tyr Ser lie lie Gly 
65 70 75 80 

GGA GGT CTG AGA ATG AAC TTT GGA TTC ACC AAA TGT CCT CAG ATT AAA 336 
Gly Gly Leu Arg Met Asn Phe Gly Phe Thr Lys Cys Pro Gin lie Lys 
85 90 95 

TCC ATC TCA GAA TCC GCT AAT GGA AAC GCA GTG AAT GCT AGA TTG TCC 384 
Ser lie Ser Glu Ser Ala Asn Gly Asn Ala Val Asn Ala Arg Leu Ser 
100 105 110 

AGC GTG CCC CTA GGA CAA GGT AAG GAC TCT CCC GCT ATC ACT CGT GCA 432 
Ser Val Pro Leu Gly Gin Gly Lys Asp Ser Pro Ala lie Thr Arg Ala 
115 120 125 

GAA GCT CTG GCT ATG ATC AAA GAC TGT GAG CTG TCT ATC GAC ATT AGA 480 
Glu Ala Leu Ala Met lie Lys Asp Cys Glu Leu Ser lie Asp lie Arg 
130 135 140 

TGT AGC GAA GAA GAG AAA GAC AGC GAC ATC CAG ACC CAT CCA GTA CTC 528 
Cys Ser Glu Glu Glu Lys Asp Ser Asp lie Gin Thr His Pro Val Leu 
145 150 155 160 

GAG TCT AAC ATC TCT CAT AAG AAA GTG AGT TAG GAA GAT ATC ATC GGT 576 
Glu Ser Asn lie Ser His Lys Lys Val Ser Tyr Glu Asp lie lie Gly 
165 170 175 

TCA ACG ATC GTT GAT ACA AAA TGC GTC AAG AAT CTA GAG TTT AGT GTT 624 
Ser Thr lie Val Asp Thr Lys Cys Val Lys Asn Leu Glu Phe Ser Val 
180 185 190 

CGT ATC GGA GAC ATG TGC AAG GAA TCG TCT GAT CTT GAG GTC AAG GAT 672 
Arg lie Gly Asp Met Cys Lys Glu Ser Ser Asp Leu Glu Val Lys Asp 
195 200 205 

GGA TTT AAG TAT GTC GAC GGA TCG GTA TCT GAA GGT GTA ACC GAT GAT 720 
Gly Phe Lys Tyr Val Asp Gly Ser Val Ser Glu Gly Val Thr Asp Asp 
210 215 220 

ACT TCA CTC ATC GAT TCA ACA AAA CTC AAA TCG TGT GTC TGA 7 62 

Thr Set Leu lie Asp Ser Thr Lys Leu Lys Ser Cys Val * 
225 230 235 



(2) INFORMATION FOR SEQ ID NO: 6: 

<i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 254 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 

Ala Ala Ala 



Glu Glu Glu 
15 

32 



Met Lys Gin Tyr lie Val Leu Ala Cys Met Cys Leu Ala 
-•16 -15 -10 -5 

Met Pro Ala Ser Leu Gin Gin Ser Ser Ser Ser Cys Thr 
15 10 



wo 97/11714 



PCTAJS96/15385 



Asn Lys His Tyr Met Gly lie Asp Val lie lie Lys Val Thr Lys Gin 
20 25 30 

Asp Gin Thr Pro Thr Asn Asp Lys lie Cys Gin Ser Val Thr Glu He 
35 40 45 

Thr Glu Ser Glu Ser Asp Pro Glu Val Glu Ser Glu Asp Asp Ser Thr 
50 55 60 

Ser Val Glu Asp Val Asp Pro Pro Thr Thr Tyr Tyr Ser He He Gly 
65 70 75 80 

Gly Gly Leu Arg Met Asn Phe Gly Phe Thr Lys Cys Pro Gin He Lys 
85 90 95 

Ser He Ser Glu Ser Ala Asn Gly Asn Ala Val Asn Ala Arg Leu Ser 

100 105 110 

Ser Val Pro Leu Gly Gin Gly Lys Asp Ser Pro Ala He Thr Arg Ala 
115 120 125 

Glu Ala Leu Ala Met He Lys Asp Cys Glu Leu Ser He Asp He Arg 
130 135 140 

Cys Ser Glu Glu Glu Lys Asp Ser Asp He Gin Thr His Pro Val Leu 
145 150 155 160 

Glu Ser Asn He Ser His Lys Lys Val Ser Tyr Glu Asp He He Gly 
165 170 175 

Ser Thr He Val Asp Thr Lys Cys Val Lys Asn Leu Glu Phe Ser Val 

180 185 190 

Arg He Gly Asp Met Cys Lys Glu Ser Ser Asp Leu Glu Val Lys Asp 
195 200 205 

Gly Phe Lys Tyr Val Asp Gly Ser Val Ser Glu Gly Val Thr Asp Asp 
210 215 220 

Thr Ser Leu He Asp Ser Thr Lys Leu Lys Ser Cys Val * 
225 230 235 

<2) INFORMATION FOR SEQ ID N0:7: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 8 amino acids 

(B) TYPE: amino acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 

(iii) HYPOTHETICAL: NO 

(iv) ANTI-SENSE: NO 

(vii) IMMEDIATE SOURCE: 

(B) CLONE: FLAG peptide 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 

Asp Tyr Lys Asp Asp Asp Asp Lys 
1 5 
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What is claimed is: 

1. A method of binding a chemokine, comprising contacting a chemokine with a 
p35 polypeptide, wherein said p35 is selected from the group consisting of: 

a) a polypeptide comprising residues 1 to 230 of SEQ ID NO:2; 

b) a polypeptide comprising residues 1 to 241 of SEQ ID NO:4; 

c) a polypeptide comprising residues 1 to 237 of SEQ ID NO:6; and 

d) a fragment or analog of a p35 polypeptide of (a). (bX or (c), wherein said 
fragment or analog is capable of binding a chemokine. 

2. A method of claim 1, wherein said analog comprises an amino acid sequence 
that is at least 80% identical to a sequence selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 241 of SEQ ID NO:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 

3. A metiiod of claim 2, wherein said analog comprises an amino acid sequence 
that is at least 90% identical to a sequence selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID N0:2; 

b) residues 1 to 241 of SEQ ID NO:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 

4. A method of claim 1, wherein said p35 polypeptide comprises the sequence of 
residues 1 to 230 of SEQ ID N0:2. 

5. A method of claim 1, wherein said p35 polypeptide comprises the sequence of 
residues 1 to 241 of SEQ ID N0:4. 

6. A method of claim 1, wherein said p35 polypeptide comprises tiie sequence of 
residues 1 to 237 of SEQ ID N0:6, 

7. A p35 polypeptide for use in human or veterinary medicine, wherein said p35 is 
selected from the group consisting of: 

a) a polypeptide comprising residues 1 to 230 of SEQ ID NO:2; 

b) a polypeptide comprising residues 1 to 241 of SEQ ID N0:4; 

c) a polypeptide comprising residues 1 to 237 of SEQ ID NO:6; and 



35 



wo 97/11714 PCT/US96/15385 

d) a fragment or analog of a p35 polypeptide ot (a), (Dj, or (c;, wnerein saia 
fragment or analog is capable of binding a chemokine. 

8. A p35 polypeptide of claim 7, wherein said use is use in treating a chemokine- 
mediatcd condition in a mammal. 

9. A p35 polypeptide of claim 8, wherein said analog comprises an amino acid 
sequence that is at least 80% identical to a sequence selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID N0:2; 

b) residues 1 to 241 of SEQ ID NO:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 

10. A p35 polypeptide of claim 8, wherein said p35 polypeptide comprises an 
amino acid sequence selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 241 of SEQ ID N0:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 

1 1. A p35 polypeptide of claim 10, wherein said p35 polypeptide comprises the 
amino acid sequence of residues 1 to 230 of SEQ ID N0:2. 

12. A p3S polypeptide of claim 8, wherein said chemokine is a member of the B 
subfamily of chemokines. 

13. A p35 polypeptide of claim 8* wherein said condition is inflammation. 

14. A p35 polypeptide of claim 8, wherein said mammal is a human. 

15. A pharmaceutical composition for use in treating a chemokine-mediated 
condition in a mammal, said composition comprising an effective amount of a p35 
polypeptide and a pharmaceutically acceptable diluent or carrier, wherein said p3S is 
selected from the group consisting of: 

a) a polypeptide comprising residues 1 to 230 of SEQ ID NO:2; 

b) a polypeptide comprising residues 1 to 24 1 of SEQ ID NO:4; 

c) a polypeptide comprising residues 1 to 237 of SEQ ID NO:6; and 

d) a fragment or analog of a p3S polypeptide of (a), (b), or (c), wherein said 
fragment or analog is capable of binding a chemokine. 
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16. A composition of claim 15, wherein said analog comprises an amino acid 
sequence that is at least 80% identical to a sequence selected firom the group consisting of: 

a) residues 1 to 230 of SEQ ID N0:2; 

b) residues 1 to 241 of SEQ ED N0:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 

17. A composition of claim 15, wherein said p35 polypeptide con^rises an amino 
add sequence selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID N0:2; 

b) residues 1 to 241 of SEQ ID NO:4; and 

c) residues 1 to 237 of SEQ ID NO:6. 

18. A composition of claim 17, wherein said p35 polypeptide comprises the amino 
acid sequence of residues 1 to 230 of SEQ ID N0:2. 

19. A composition of claim 15, wherein said chemokine is a member of the B 
subfamily of chemokines. 

20. A composition of claim 15, wherein said condition is inflanunation, 

21. A composition of claim 15, wherein said mammal is a human. 

22. The use of a p35 polypeptide in the preparation of a medicament for treating a 
chemokine-mediated condition in a mammal, wherein said p35 is seleaed from the group 
consisting of: 

a) a polypeptide comprising residues 1 to 230 of SEQ ID N0:2; 

b) a polypeptide comprising residues 1 to 241 of SEQ ID NO:4; 

c) a polypeptide comprising residues 1 to 237 of SEQ ID NO:6; and 

d) a fragment or analog of a p35 polypeptide of (a), (b), or (c), wherein said 
fragment or analog is capable of binding a chemokine. 

23. A use according to claim 22, wherein said analog comprises an amino acid 
sequence that is at least 80% identical to a sequence seleaed from the group consisting of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 24 1 of SEQ ID N0:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 
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24. A use according to claim 22, wherein said p35 polypeptide comprises an amino 
acid sequence selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 241 of SEQ ID N0:4; and 

c) residues 1 to 237 of SEQ ID N0:6, 

25. A use according to claim 24, wherein said p3S polypeptide comprises the 
amino acid sequence of residues 1 to 230 of SEQ ID NO:2. 

26. A use according to claim 22, wherein said chemokine is a member of the 6 
subfamily of chemokines. 

27. A use according to claim 26, wherein said chemokine is selected from the group 
consisting of monocyte chemotactic protein- 1, monocyte chemotacric protein-3, Rantes, 
Eotaxin, macrophage inflammatory protein- la, and macrophage inflammatory protein -IB. 

28. A use according to claim 22, wherein said condition is inflammation. 

29. A use according to claim 28, wherein said condition is inflammation of the 

lungs. 

30. A use according to claim 22, wherein said mammal is a human. 

31. A use according to claim 22, wherein said p35 polypeptide is in the form of an 
oligomer comprising from two to four p35 polypeptides, wherein each of the p35 
polypeptides comprises an amino acid sequence that is at least 80% identical to a sequence 
selected from the group consisting of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 241 of SEQ ID N0:4; and 

c) residues 1 to 237 of SEQ ID N0:6. 

32. A purified oligomer comprising from two to four p35 polypeptides that are 
capable of binding a chemokine, wherein each of the p35 polypeptides comprises an amino 
acid sequence that is at least 80% identical to a sequence selected from the group consisting 
of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 241 of SEQ ID N0:4; and 
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33. An oligomer of claim 32, wherein each of the p3S polypeptides comprises an 
amino acid sequence selected from the group ccmsisting of: 

a) residues 1 to 230 of SEQ ID NO:2; 

b) residues 1 to 241 of SEQ ID NO:4; and 

c) residues 1 to 237 of SEQ ID N0:6, 

34. An oligomer of claim 32 or 33, wherein said oligomer is a dimer comprising 
two p35/Fc fusion proteins. 

35. A phamiaceutical composition comprising an oligomer of claim 32 and a 
pharmaceutically acceptable diluent, excipient, or cairi^. 

36. The use of a p35 polypeptide in an assay to bind a chemokine, or to detect the 
interaction of a chemokine with p3S. 
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1/1 

FIGURE 1: Chemokine Binding to p35/Fc 



chemokine cowpox D35/Fr 

C-C Human: 

MCP-l/MCAF + 
MCP-2 

MCP-3 + 

Rantes + 

Eotaxin + 

C-C Mouse: 



MCP-1/3E + 

MlP-la + 

MIP-IB + 

CIO + 

Eotaxin ' + 

C-C Rat: 

MlP-la + 



C-X-C Human: 



PF-4 
IP-10 

GROa 

CROP 

GRO If 

NAP-2 

IL-8 

ENA-78 

C-X-C Mouse: 

.MIP-2 
KG 

C-X-C Rat: 



GRO 



INTERNATIONAL SEARCH REPORT 



tntc. iooal appUcatioa No. 
PCn7US96/15385 



A. CLASSinCATION OF SUBJECT MATTER 

IPC(6) :A61K 38/10. 3S/28, 39/12; O07K IW?, 14/52; COIN 33/53 
US CL .435/7.1; 514/2, 4; 530/351, 826 
According to IntenutionAl Pitent CUjtifiotion (IPC) or to both natioaal ckuification and IPC 

B. HELPS SEARCHED 

Minimiun documenlAtiofi teaiched (cbuuificatioii lyUan IbUowcd by cU i iifi c a tio n tymbols) 

U.S. : 435/7.1; 514/2. 4; 530^51, 826 



Documentation searched other than minimum documentation to the extent that luch documcnU are included in the fieldf searched 



Electronic data base consulted during the international search (name of daU base and. where practicable, search terms used) 
CAPLUS. DIALOG, DERWENT, APS, a-geneseq24, p4r47, swi$s-prot32 

search terms: p35« mcp, mip, rentes, eotaxin, cytokine, inhibition, cowpox. smallpox, vaccinia, variola, chemokine 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Rcicvartt to claim No. 



X 
A 



PATEL ET AL, DNA sequence of the gene encoding a major 
secreted protein of vaccinia virus, strain Lister. Journal of 
General Virology. 13 September 1990, Vol. 71, pages 2013- 
2021, especially page 2018, Figure 4. 



7-10, 12-17 and 
19-21 



1-6, 11, 18 and 
22-36 



P*^ Funher documcnu are listed in the oontinuation of Box C. See patent family aimex. 



•A- 

•E- 

•o* 

.p. 



BOflhftHtwkkhSBOiC 



lo be of ptftioufar fdevMoe 

earikr 4oGiMm publiihod OD or oAcrlke 



Hioo die of lOfltWr cit 

I (« tpedfisd) 

rfoCTumi refeninf lo an onl diadoayre. uae. e ihflHtio o or ote 



•X- 



.y. 



liierdoouBicatpublMhMloAerlbe i 
dde eod ooi ia cxx&nict witti ttte • 
p iBi ci p le or Ibeory undcHyiBf Sbe i 

dnrunwwi of paitkukr refewooc: tfM rkimnH Bveoboa caoooc be 
i aovcl or oaoDol be oooeiderad lo Bvohre aa inveotive «cp 



doGumeoipubiiBhed prior lo Ao 



lUii^dalftbatlalflrfbaa -j^* 



of partioidar rclavaooe; Urn 

to Bvolve Hi inventive aicp 
with ooe or mon o(fcer audi ' 
to a peiaoa akiUed ia *e act 



haaify 



wbeo tbc docMU x m ' 



Dele of the actual completion of the international search 
06 DECEMBER 1996 


Date of mailing of the international search report 

3 1 JAN 1997 


Name and mailing address of the ISA/US 
Conmuuiooer of Pateou tod Tradeiasrfcj 

Wathmgioo, D.C. 20231 
FacsimUc No. 0^3) 305-3230 


Authorized officer ^ / /) 
DARYLA.BASHAM ^p^^^J^ 
Telephone No. 003) 30a4>196 



Form PCT/1SA/21J (second sheet)(iuly 1992)* 



INTERNATIONAL SEARCH REPORT 



.^rkmal applkuioo No. 
PCTAJS96/i53a5 



Box I Obscrratioiu where certain clatnu w«re found wnif rrhthlr (Coodaoatkm of I of lirtt f hf^ } 



Ihis inienuaioMl report hu not boen rm MhM in icapM of oertaio cfaums under Aiticle 17(2X«) for the foUowmg icMoot: 
1, j~j CkinuNos.: 

because they relate to subject m«tter not required to be searched by this Authority, namely: 



2. [~] Claims Nos.: 

^ becausethey relate u>pafU of the inteniataonal application that do not comply wiihth^ 
an extent that no meaningful international search can be carried out» specifically: 



3. Q Claims Noa.: 

because thqf are depended daima and aie not dnfted in aooordanoe vri^ 



Box II ObfcrmtkMU where ni^ of iaTCodM ii bcidog (CootinwitkMi of item 2 of first ihect) 



This International Searching Authority found multiple inventions in this international application, as follows: 
Please See Extra Sheet. 



flcl ^ ^ required additional search fees were timely paid by the applicant, this international search lepoit coven aU searchable 



2. Q At aUsearchabte claims couM be searched without effort justifying an ad^^ 
of any additional fioe. 

^- Q As only some of the required additional search fees were timdy paid by the appl^^ 
only those claims for which fees were paid, specifically claims Not.: 



No required additional search fees were timely paid by the applicant. Consequently, (his international search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark n Protest Q The additional search fees were accompanied by the applicant's protest. 

ri protest accompanied the payment of additional search fees. 



Form PCTASA/210 fcontinuation of first sheet(l))(July 1992)* 



INTERNATIONAL SEARCH REPORT 



lnte4...jaotiAl applicatioa No. 
PCTAIS96/153a5 



BOX n. OBSERVATIONS WHERE UNITY OF INVENTION WAS LACKING 
This ISA found mubtple inveotioiu u fotlowi: 

Thii ftppiication oonUini the following inventioni or gioupt of invcotkinj which are not to linked as to form a tingle 
inventive eoooept under PCT Rule 13.1. In order for all inveolions to be examined, the appropriate additiooal 
examination feea muat be paid. 

Group I, claim(«) 1-30, drawn to p35 and methods of usmg p35 polypeptide to bind to chemokinea. 

Group n. clainKs) 31-36. drawn to oligomeric forms of p35 and the use of oligomeiic forms of p35 to bind to 

chemokines. 

The inventions listed as Groups I and U do not relate to a single inventive eoncept under PCT Rule 13.1 because, under 
PCT Rule 13.2, they lack the same or corresponding special technical features for the following reasons: The p35 
polyper*.ides of Group 1 have materially different stnicturea and biofogical propeitica from oligomeric p35 polypeptides 
of Group n. The special technical feature by which the monomeric forms of p35 of Group I are defined distinguish 
Oiem from the special technical features which define the oligomeric forms of p35 in Group IL Because the material 
compositions do not share the same or a corresponding special technical feature, unity of invention ia lacking. The 
claims are not so linked by a special technical feature within the meaning of the PCT Rule 13.2 so as form a single 
inventive concept. 



Form PCT/lSA/210 (extra shcet)(July 1992)* 



